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[mm**] wmw 

[»3fc^ 11 ^>^> h >^itl^<OmRNAO^E?!lfc*BI^&-S0[ 
RNA# S \ h >^il^<7)mRNAc7)#^Se^iJtc>|i|wJ^@-g||RNA 

OT^ose^j*-^ 4 ^^tL^^ge^j^pj^^-mfiRNAgB^j^^-tf i t 

[If ^5] /n>-^> h ^^itfST-^^^ y > 1 WCAGV tf- h£>_b«£ 
j£#<0««M§rafc&=:*«tRNAj&*, fcjF$*L*atifeEBI 

fcfc*£Zlfifi|RNAT?&*CLfc ^r#fit1-^if^2Xii3ffi«<7)/N>^> h 

[f*3t^6] ^>f-y h ^atftT-OmRNAO^IIE^JKlffilSlfcffiZlfi 
IIRNA^ E?iJ^OE#J#-§- 3 t:^$ti-5RNAIB?lJ(:i5^T> lXl±%m<D 
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2003-136477 
Ari>\ Wtim 1 ~ 6 <BV»r*l*lB*<B R N A * Zti**tim^2> D N AK3rlJ* P, 

1 3 1 m&m i ~ 9 <d\,*-? tL^iBm^zisiSRNA Pi?LHj^ 
[it^i 4i »^i~9ov>-rtL^ffi^(7)-miiRNAo-e-tL-rtt^ 

[«t*^i 5] m-$.mi ~9^^-ftL^sB«co-figtRNA<?D-e-tL^tL<o 

6 © v>r ft*IB*© R N A «r **L«UE*i- 4DNAE^fe44 
[0 0 0 1] 
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[0 0 0 2] 

»>?->h>m (hd) mmm&, um^Rv t tt&m&mkfkm.zm& 

t1-&mi^n%m. l &mm-(:hZ> (J. Med. 315, 1267-1276, 1986) o Z<Dm 

wm, *mz o~5 oM<Dtip%-x~§&&-r&-£)^ & z> ±§£- \z mtis K^-m k 

^<&»£-tt, TS8bW&e>m§&&<o&wm<D&&t LtMo 1 o~~2 o^tc 

* - u > <Dmwti&&&mw lx z> o >m (hd) aws^pwu 

X 4 <7) MM l~ *3 & «0»lfS^Wt TV * > Wfcfc&loci D 
4S12 6Sa f D4S9 8Htt$ti^2. 2 M b^Jttc^ ? bf> ^£ *iTV*& ( 
Neuron 3, 183-190, 1989, J. Hum. Genet. 49, 7-16, 1991, Am. J. Hum. Gene 
t. 51, 357-362, 1992) 0 
[0 0 0 3] 

#«u (poiy q) Y?? YKfflmzti, *<ammmm&im 

&mfc#ffiftoKm9z't&Z. t\zm&mim.<OWmm&&M,X$>Z> (Annu. Rev. 
Med. 47, 201-209, 1996) 0 ^ ^ b >^f±> HDstfE^OHl 

WffiH^i<^?B (loss) KM&o HDjtfe^Ji, ^>*>?-> t^i 

3 4 8 kDa<D»f^^^I^n-KU (CNS) Rtf^Jg 

(non-CNS) IIOMtt:feV>T£<MLtV^ 0 
/^g|:^v>T, HDitfc^CAG 3IK^J (CAG triplets) ti* 0 ';^ 

(poly Q) KUlRStL&o — &imc, iEt^^^HDTV^tf^. 
*i-?**l6~3 7, 3 5- 1 8 0OCAG 1 ; fc?- h##t *l£ 0 

[0 0 0 4] 
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tix^&o mx.it, #pi¥7-6 7 6 6 l-^&mzi^ mmv>mmz]Ei£%:ssz' 

^<D%m.-ft&i)m7F £ *LT i/> & o f 7^, #^2 003-50300 8 -Sf-fi-ffc tc fi 
[0 0 0 5] 

— Jj, ift^s &&^<7>£tf : Caenorhabditis elegans) Trfi, ~^IR 

NAtCioTit^O^^^^tcpi^T^^C t^Bv>tB$tt7t (Nature 3 
91, 806-811, 1998, WO 9 9/3 2 6 1 9) 0 Z-<D$Lm*, $>Z>mtttMm 
•b>^RNAt7>f*>^RNA^^^I,Z$iRNA (double-strand 

rna: ds rna) i)\ z<nmtt<vi&mm.m (uirna) <Dj®m%m-*mm 

-f&b^im&T*, RNA i (RNA interference) tm$ftX^& 0 Z<D^m.it 
> tV'ik, m*VMM (Cell 95, 1017-1026, 1998, Proc. Natl. Acad. Sci. U 
SA 95, 14687-14692, 1998. Proc. Natl. Acad. Sci. USA 96, 5049-5054, 1999 
) ^\ mm (Proc. Natl. Acad. Sci. USA 95, 13959-13964, 1998) ^^T^ 

[0 0 0 6] 

RNA i it, SIB $ tLTtiM&K m%W)WimMKi5^Tlt, ^30b p^lOd 
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rv^co Ltf*u 200 o^^^^^^jE^Piftiij^««-e^, rna i 

zt) 7 h c: t ^ ^ tt> R N A i ogNMSHS* tott, Ht?Ll&% ffljg K & 

^^-f^ i t <b /He & o T § (FEBS Lett 479, 79-82, 2000> WO 0 1/ 
3 6 6 4 6) o 

[0 0 0 7] 

£<0J:d&RNA iO«ft**!lffiL-<\ W?L»«FH*v»r, itiS^ 

3u±&^s£<af&m & & - 1 a*-? § tutm&-?$> & z t am h frx$> £ 0 

o 

[0 0 0 8] 

RNA i omM*?\Z&Z\-fd s RNAIi, ^J3 0 b ptods RN 

AOlffi^OtA^M t f x. f> tit v^:^, 3Etw®v» (2 1-2 3 b 

p) cod sRNA (MZimilRNA : s i RNA : small interfering RNA) 

(Nature 411, 494-498, 2001) 0 s i RNAfi, #«<D^T(OMt 

%mitt§£m<owmj3&*^>^> v >m (hd) (Dmi^m^n^izmmLtz 

[0 0 0 9] 

mnjcm 1 1 
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mm*? 7-6 7 6 6 1 -5§-2r$fco 

2 ] 

#19 2003-503008 ^Ifco 

3 ] 

WO 9 9/3 2 6 1 9o 

WOO 1/3 6 6 4 1 0 

1 ] 

J. Med. 315, 1267-1276, 1986 Q 
Neuron 3, 183-190, 1989 Q 

m&wicm 3 1 

J. Hum. Genet. 49, 7-16, 1991 Q 

mmwjcm 4 ] 

Am. J. Hum. Genet. 51, 357-362, 1992 G 

[imnjcm 5 ] 

Annu. Rev. Med. 47, 201-209, 1996o 

mmwjcm. 6 1 

■ 

Nature 391, 806-811, 1998 c 
U«M#ir^dife 7 ] 
Cell 95, 1017-1026, 1998 c 

[im^jcm 8 ] 

Proc. Natl. Acad. Sci. USA 95, 14687-14692, 1998 Q 
mtWffJCffi. 9 ] 

Proc. Natl. Acad. Sci. USA 96, 5049-5054, 1999 c 

m&Wrlcfflt 1 0 ] 

Proc. Natl. Acad. Sci. USA 95, 13959-13964, 1998 Q 

1 1 ] 

FEBS Lett 479, 79-82, 2000 o 



!&m. 2003-136477 



— V 



mwwxm 1 2 ] 

Nature 411, 494-498, 2001 0 
[fmft-XM. 1 3 J 
Cell 72, 6, 971-983, 1993 G 
[0 0 10] 

imjwm®: l x d t -r & mm) 
(dsRNA) *m^tz^y^yY^mmtt<Dmm%mm, rv\ m^>^- 

[0 0 11] 

imm z mfc-f & tz #> <d 

^y^-yy >Mi*. nDMittm^M 1 v >i,z^xc agv v& 

#*u ^ > (poiy q) j> ^ h <Dm?m%%4kvm 

. CAG'J tf- h^_b»|i(7)HD mRNA^M^fct s i RNA (M—M 

z<ommzmm% a s r n ak^ij t lt : a) 5 ' #ssim$£$iift£: t 

fcs iRNA-5'UTR, b) CAG'J t - f<7)±Ilfiit^t 

L£s iRNA-HDx^v>l, Mfc, c) $L&%]btiT^Z>mi$<DHDmfc 

=f t mmu vmtt t <om— <otm * 1* c a g »; ^- h £ & ^ £ , 

CAG'J t°-h$:W.lgm&)ltZlr& s i RNA-CAG^IU Wis i RNAO 

^miz^xmmmM^rfrzm^&ztbzxt), m%rLtztz?>^ s irna 

[0 0 12] 

ffimz&2>mRl<!A<7)!$mW.P}*U&)t LT. Mie?!K-*g|eI&-mSiR N A (d 
s RNA) £fflv>T, h ^^atfST^mWm^T^^J: «9&& 0 ^ 
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mnK&^x, cagv if- Y<n±M&mmn<DRNAmmw>m\,zmm%:& s r 

NAtim bp#^2 1-2 3©i^:l^ s i RNA (M—Wl£M. R N A ) 
^#^^J^tcfflv^C:i:76 ? -e§^) 0 ^fpjod s RNAfi, ^y^f-y Y>mM 

[0 0 13] 

i-^jb*>*^^W^(i, /n>-^> h>#Btfc^<7)mRNA<7)jj$^@5?iJ&C 
flRNA^ Y >^«^(7)mRNA(7)#^ge^iJtc^B|WJ^@z:milRN 

•^it^cD-i.^ V> KDCAG'J If - hO±^£^<7)fI^T&&£<h£#§c£:-r 

i 2 ib«o^ y h >^st^<7)^ii^p$ij^ 3 ) 
— rna^ mzmvE&m^ 3 $ *ttse?ij;& wjio^itt 

l~3 0v^TtL^|S^^>^>h>^^^3E|Jtp$lJ^ (»^4) ^\ 

^ > h ymmitt<D^? v y i o c A G 'J if- h <D±ffi&Be>ffl$ttzffim% 

*i#7& @E?!l -e & & IS^J^ O @S^iJ#-f - 4 K yjk £ *i & ^g^J ^ f> & & @r Mil R N 

At*.5ut i: -f %>m 3fcB 2 Xii 3 mww^y^y h ymm^^^m 

M^fe (f!3tg5) ^> ^^^^ b ^^jt-fE^OmRNAW^^SS^ijU^llffl^^ 
ZliRNA^, @S^O@e^iJ#^-3 K^£*L£RNAie?1JK;i3V*T, lXtit 
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✓\ **y 



dtfrci i9^ii^tt/i-SiIRNA^ 1 - 6 (D^-f *itf>fB«0 R N A £ 

^- a d n a bb?!I a> & a itf^T * & a, tf'** * - £ a ±m k 

f>ft& 0 

[0 0 14] 

1) *\ M^W^n&Ztizmfot t & -milRNA^^i-ac: i: 

2) 5&»£>&* 0 

[0 0 15] 

m&m i~9 ov^-rtt^ia^-MiiR n a utiLi^^ 
/xummjjfe (m^mi s) fS^i~9ov^-rtt^iB^oz:siiiRNA 

* 

^#f&fc^S&5a«:fr& (»#3H1 5) ^<b&& 0 
[0 0 16] 
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^~ c Jl 10/ 



«rfflv^dfcjcj: *K h ^*aM»Ofm*«HW"t" -Strife J: »3 fc& 0 ^ 

fiU * 0, ;^;V*5> (poly Q) h?* Hc«jSR$*u •eo^flMftti 

«iiia* f iiff wjcjt^-r * iitaf) **^o#&&im&-?2>&7&*. h d it-is 

^OiiSoBB^JtgeSHDBByiJ^o^rti. BEfcft&frLT^* (Annu. Rev. Med 
. 47, 201-209, 1996) 0 »«fe^<0|E^O» 1 J. * y ^ (NCBI 

7Hr>a L 1 2 3 9 2 &rfNM_0 0 2 1 1 l(01-5 8 4fS ; 

2£.&Zti&) (Cell 72, 6, 971-983, 1993) <7) C A G 'J ^ f <7)±tfi§i 

itHtXDd s RNAOfili, ^mRNA<0#MIB^!j^>fiIWI^d s RNAIB?iJ£ 
[0 0 17] 

»t*>^>*->' h >^it^OmRNAO#^@E^ijH^B|WI^z:S0lR 
NAO§ft Lw#J£ LTti > ^>f> h >#§«f^OmRNA^#JIE?iJMi|WI 
4Cli«RNA (s i R N A) & £ £ri*-e£, -e<9#K$F £ Lv> s iR 

n a t lt, mm<omm^ 3 tts^gB^ij tmmm<Dmm^ 4 

v>Tti\ s^y^y h yffiffltt<DmRN AO!$m®&nzifem% s i RNAt LT 

> ie^moie^j#^-3 ^^tL^RNASB^jic^v^r, 1 xiitioti^ 

RNAfcUSitSClt^i-S, 
[0 0 18] 

*#&^<7>-fiilRNA (dsRNA) fcf»**fc«U ^Jft J: S^ftXlTJt 

mRNAO#£E?!lfc2£^§, W£f-6RNAie^M^lii#i@5 
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%%M2 003-136477 v : n/ 

n a & tL-rtL^-r & d n a sa^ij ^ <b & & itfs^. ^ mm 

tK £ T ftm-f 2> Z t tfX- & & 0 ^ZimilRNA (dsRNA) <DftmzmL 

& o 

[0 0 19] 

^fP^-MilRNA (d s RNA) h ^m&ittVf&fflPMft] 

[0 0 2 0] 

:*3&9I£i5V>Tt±, $H^oriiRNA ( d s RNA) (DmiMtos&Wtm 

i^^^^-hLtlt MxJ£\ ^;w**^ (HSV) 7f 

frx*<9 9-^ b hSfc&^^'f )i>* (HIV) ^-^o^ 




mtE# 2004-3050360 



#M 2003-136477 



^-v*: 12/ 



[0 0 2 1] 

(s i RNAs^l) 

^y^-y y >ffifeitt<DJ^? yy (ncb I 7^*-r>3>ff : l 

1 2 3 9 2MNM_0 0 2 1 1 l^)l-5 8 4f@) Z&KLX^ 3®3ic9R 
NAs£l&ftL£ (EI 1 ) 0 2 U^Vtf F^f>^l>3»RNAs «£>s 

i RNA-HDx^y>i : SB?!j#-5§- 1 co 3 4 3-3 6 3#B ; SE^iJ 

3 , 7 >^-fe : @B^iJ#-t 1 <0 3 4 1 - 3 6 1 #B KffiffiW ; S2?!j#-^ 

4 CDs i RNA-5 ' UTR -tr > * 0 : ge^lj#-^ 1 CD 1 90~210fg; 
@e^J#-^- 5 . T ^f-fe : ffiyiJS-^ lcD188~208#g KfflffiW ; IB^J 

#-^•6 (Ds i RNA-CAG -t^^il : BB^!l#-^l <03 6 7-3 8 7#g ; 
@B^iJ#-^ 7 > T >^-tr y*|I : mm-^ l^)4 0 9~4 2 9fi KfflMft ; MM 
#*8, 1-^TH1#HS) Sr^W^^L, HP L Cffiiifcfro*: (Xeragon, 

USA) o "Mils iRNAsfi, 7--'j W?7t- (lOOmM 
';^A, 2mM iiv^y^A, 30mM HE PES, 0. IN im.it 
*'J^AtpH7. 4 tens, 4 "Ctfi^) fpX\ 2 0 mM<D *y*mRTfT> 
T*yxMRNAZT--)l>m£tz 0 RJ&m&lh* 9 513 5 3"T»EJS 3 -frfclft 
> 1. 5i$HWtT3 7X>tX»&*Kl§mU 6-2 OlSWMfiTK^fco T 
--;HiiOs iRNAsii, ^fflB#tT\ - 2 0 L < 14- 8 0 °CTi£;£ Lfc 

o 

[0 0 2 2] 

5 ' UTR x^V> l&OTD Jt^y> 1 <& *-£«ISL 
tzo 2ocd*^-/cD3>* h Mi, 5 ' UTR cd, 
to, f Lt> M * 'f 7 & (3 4COCAGU e- h Sr^tf) (3 5 

tbfiE#2 004-3050360 
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> ^HD 5'UTR HfM-XrTJC * y > 1 05fc£gpdlEGFP-Nl (de-stabled E 
GFP, Clontech) EGFP!:#o^ >7V-AhI^$^: (0 2#JBQ o 

[0 0 2 3] 

COS- 7 fflm (African green monkey fibroblasts : 77'J*< KU -*f )Vffl, 
*6^ifflfl&) % S H - s y 5 yjNBflg (human neuroblastoma : t h ^l&WM&M.) 

> $.U s Neuro-2A#fflfl& (mouse neuroblastoma : H h *$l£M9fl&ii) O-ftL 
<?ttm% ZMMZno 3 «W*BIfe^£JBv>fco COS- 7»l£ > Minimum Esse 
ntial Medium-Alpha Medium (Gibco BRL) \ S H - s y 5 y ^ffl^S.^'Neuro^Alffl 
J&i±> DMEM (Dulbecco's Modified Eagle's Medium) igife (Gibco BRL) ^ 
X^ti^titgmLtZo &i3, t&i&LtpKli, 1 0 %mmit^ , 1 0U 
/mL ^vV> (BJv^Mmi±M) > TOO^g/mL ^H/^h^^ 

[0 0 2 4] 

b9^7x? va y 2 41^ffipr^fiimL^^JflJi&^. tte^SSr^-i^v* 
1 0%FB S^^M^mm^^tZo 2ii<7)F7 , /X7x^y 3 ^l^ 

a . Effectene (Qiagen, Germany) : fflffi&miMf l>7^7x^y 3 >^H£tC 

ii, 9 6^->*fflv^ 0 m^<DmwLumm^Ltz^^x, &i4 o~6 o 
%3V7K> h wanna $\ h 7 >^ 7 x ^ y 3 >t i: 2 4 iriM* 0 

b. Lipofectamine 2000 (Invitrogen, USA) : R36#WflWRifclJI!#fc Lfe**o 
mS 0%3>7;Vi> I> OjffliaS:. b7>^7x^y 3 >|fH2 4B#H9Wift 

^SSr^o^o 0. 3 L WLipof ectamine 20001^ & L£ 0 

&ib\ a, bv^tLOf^|4rfflv^^U^ni3^-cfe % 2 4~4 8^fK^^^U 

c. M^HttHD5WS^FI&awjqit0^i-& s i RN A s (D&^m^&tztb 
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Lipofectamine 2000f$PI£ffiV>T> s iRNAs£SH-sy5 y^fflSS^^ 
ALfco h7>X7x^ >a >#i4 8B#^n«>|:|llJixt> ^rRNA^Trizol 
(Invitrogen, USA) £JBi/>TJSfct} L£ 0 

[0 0 2 5] 
(s i RNA»^1W) 

tME&Lfco s i RNAO^^^ifitJ^Mi-^^iOH. Wallac 1420 ARV0 s 
x (ParkinElmer, USA) 3UiFluoreScan II£fflv>T, GFPfMI^L/: (M) 
j£ : 4 8 5 nm, : 5 3 8 nm) 0 
[0 0 2 6] 
(m R N A l"*/l/tf>5£S) 
f7>^yx-^HDx^v>i-EGFP mRNA«>5£*W#F#ft±> Li 
ghtCycler (Roche, USA) fcffl V*fc >; 7 ^ * >f A R T - P C R £ J: ») fro fc 0 S 
H - s y 5 y*ffil&©F*iBttHD§&SK*5»t£ s iRNA-HDx^y>i <D%%z 
£LightCycler (Roche, USA) *m^?z%M&l RT-PCRlCfcl) fflfc Ltz 0 ^ 
> Yu-)Vt IT, #^>7 p ^r<h(7)GAPDH^:«^ i 5-7^^>^311/^ 

[0 0 2 7] 

[»*] 

COS-7^t«^lv^T, i R N A OjqUMSft* * , a > * f 7 

? Y k&lz? h?>xy*.? vt zztizx i)mVrl>tzo %<Dlfe¥k, *$&wm<n 

s i RNAtt, s i RNAl:J:oTW^-&^^ fl-HteHDiHST-^* 
V>l^Hm*?P$IJL7tC:t*^L7t (H3~5> ##¥H1-3#M) o 
^3lOs iRNA^H, s i RNA-HDx^y>HJ^tt:»v^ft^ 
U W(0s i RNA^iI^4 0 nMOfc^lc, fiJWTf**^*^^ 
§£S£8 0%&±WMLtz o d*UC*fLT, I0 2lOs i RNA (s i RNA - 
-5 'UTR, s i RNA — CAG) li^Jg^kgfv^mLtf^Sfc^oft ( 

NAfc£*»fW&*»±»^#^tt^**^ s i RNA-CAGIi, HDitfc 
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mmZtitz (0 6 b) o ^SillK s i RNAIi, ^SetJR T - P C R «t *)#t 

♦ 

[0 0 2 8] 

#«W»rtOHDO»«t«l||t-&ik*»«*X5!-c* < 6 0 ftgfflj&KR 
NA i i:*tL«:^^« U4$*Ltl^ (Gene 263, 103-112, 2001 
) , ^^fflJEF'g'e^ t <mmLT^ZZt7()mm2tlfz (PNAS99, IS, 11926-1 
1929, 2002) o s i RNAfcS&K* h 9* h SH-s 

y 5 y (t: H#^«JB) t&mmfaftlzx h?>X7*? h Lt:$m\z£ti\$ 
, s i RNA-HDx^ y v i # C 0 S - 7«ft«*i:it«UT»*tt^v^ 

(H 6 a ) o 
[0 0 2 9] 

-LfBO*£*te i (), s i RNA-HDi^7> 1 h y^pf (HD) 

<0&m.ZW:i>®lMi- &Z.ttfWb1>HZ%:^fz<DX\ *%W%te^ S H-sy5y 
i»K*»t*fi8ttHDO*ai:ttt4«fti^. HD mRNA^iW 
^ ,:J: ^ s 1 RNA-HDx^yyi 8 NMW&fcUU |*J@ 

ttHDft&?05ft3l*t6 0%ja±fi***L*Cfc3fti^$tLfc o t^^^ GAP 
DH^-7^f>I^(DmRNAW;Hi^ & & 9! jHcgEffc L ri> o tf> 

ntz me c) o 

[0 0 3 0] 

l»B47rn-ffctTtt, «tt#il*L*TMrk:, (3 5 JGLLOC AG y fcf- 
hSrllfo) ^*Wi3ft^Oim«:«Ix.-5C:fct?* < &o L*U s iRNAtf 
tL-^tL^^&CAGye-Koft^ (14-149) fc^frnv* h?* hfco 
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[0 0 3 1] 

*fiF3fcfcJ:iK s iRNA<D-o^ (HD) (D$m<7>V&m&} 

^T^a^-t-SC: k^§^OT (Nature 418, 38-39, 2002) . HDM<7) 

teHDm%<Dtem<Dm.l®t%iO o& (Mol. Med. Today 3, 175-183, 1997) 0 # 

LTg^H (&L<fi, ^ffiPl^T) ^^.i^Hf^A^v^^T^^ (Ce 
11 101, 57-66, 2000) 0 
[0 0 3 2] 

ZlfiHRNA ( d s RNA) Of««l^L^ 0 *»dsRNAtt, ¥ J l\ 

WCi»«*lftC:iiRNA (s i RNA) a»«&ttfifl&**£U 

&&t&&£mftZtiX\t*&o *HWOZlS«tRNA (d s RNA) fci&RN 
Ai (RNAfi) O^ttJtfBBWiitJft-tSKi^raif^ft-e*^, ^>^-> 

[0 0 3 3] 
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imm) 

SEQUENCE LISTING 
<110> Japan Science and Technology Corporation 
<120> Knock down Huntington's Disease gene by siRNAs 
<130> B05P02 

<140> 
<141> 

<160> 8 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 584 
<212> DNA 
<213> Homo sapiens 

<220> 

<221> CDS 

<222> (316) . . (582) 

<400> 1 

ttgctgtgtg aggcagaacc tgcgggggca ggggcgggct ggttccctgg ccagccattg 60 
gcagagtccg caggctaggg ctgtcaatca tgctggccgg cgtggccccg cctccgccgg 120 

t±JtE# 2004-3050360 
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cgcggccccg cctccgccgg cgcacgtctg ggacgcaagg cgccgtgggg gctgccggga 180 



cgggtccaag atggacggcc gctcaggttc tgcttttacc tgcggcccag agccccattc 240 



attgccccgg tgctgagcgg cgccgcgagt cggcccgagg cctccgggga ctgccgtgcc 300 



gggcgggaga ccgcc atg gcg acc ctg gaa aag ctg atg aag gcc ttc gag 351 

Met Ala Thr Leu Glu Lys Leu Met Lys Ala Phe Glu 
1 5 10 



tec etc aag tec ttc cag cag cag cag cag cag cag cag cag cag cag 399 
Ser Leu Lys Ser Phe Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin 

15 20 25 



cag cag cag cag cag cag cag cag cag cag caa cag ccg cca ccg ccg 447 
Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Pro Pro Pro Pro 
30 35 40 



ccg ccg ccg ccg ccg cct cct cag ctt cct cag ccg ccg ccg cag gca 495 
Pro Pro Pro Pro Pro Pro Pro Gin Leu Pro Gin Pro Pro Pro Gin Ala 
45 50 55 so 



cag ccg ctg ctg cct cag ccg cag ccg ccc ccg ccg ccg ccc ccg ccg 543 
Gin Pro Leu Leu Pro Gin Pro Gin Pro Pro Pro Pro Pro Pro Pro Pro 

65 70 75 



cca ccc ggc ccg get gtg get gag gag ccg ctg cac cga cc 584 
Pro Pro Gly Pro Ala Val Ala Glu Glu Pro Leu His Arg 



004 -3 050360 



#® 2003-136477 



^— s>: 19/ 



80 



85 



<210> 2 

<211> 89 

<212> PRT 

<213> Homo sapiens 

<400> 2 

Met Ala Thr Leu Glu Lys Leu Met Lys Ala Phe Glu Ser Leu Lys Ser 
15 10 15 

Phe Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin Gin 

20 25 30 

Gin Gin Gin Gin Gin Gin Gin Gin Pro Pro Pro Pro Pro Pro Pro Pro 

35 40 45 

Pro Pro Pro Gin Leu Pro Gin Pro Pro Pro Gin Ala Gin Pro Leu Leu 
50 55 60 

Pro Gin Pro Gin Pro Pro Pro Pro Pro Pro Pro Pro Pro Pro Gly Pro 
65 70 75 80 

Ala Val Ala Glu Glu Pro Leu His Arg 

85 
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<210> 3 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :siRNA-HD Exonl 
sense RNA 

<400> 3 

gccuucgagu cccucaaguc c 

<210> 4 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :siRNA-HD Exonl 
ant i sense RNA 

<400> 4 

uccggaagcu cagggaguuc a 

<210> 5 
<211> 21 
<212> RNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :siRNA-5' UTR 
sense RNA 

<400> 5 

gauggacggc cgcucagguu u 21 



<210> 6 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :siRNA-5' UTR 
ant i sense RNA 

<400> 6 

uucuaccugc cggcgagucc a 21 



<210> 7 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence :siRNA-CAG sense 
RNA 

<400> 7 

gcagcagcag cagcagcagc a 21 

<210> 8 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: siRNA-CAG 
ant i sense RNA 

<400> 8 

gucgucgucg ucgucgucgu c 21 

mi) 

[@2] 

*%ffl<r>m&MK&W2>. s i RNAO^eUSU^tpdlEGFP Nl^f&iin >x h 
9^f^t0"C*4o at±, s i RNA£ffiv*fc|Rto8M£ (Mv^Ep) 

bfi. pdlEGFP Nl^* 5 c fi> $ £ 3*i A G V e- b (po 

ly Q) Sr^-tfHD^^ 1 ALfcpdlEGFP Nl<7?|&^n>X h > 
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[®3] 

l^c o s - 7mm<v$kybmfflcmz£2>mmzm-fm-e$>z> 0 

^^O^^Jtc^lt^> s iRNA-5 'UTR^3f7>^7xnU; 
COS- 7«<9:£bfcM&itK J; £mgf£^1-HT-&& 0 
[HI 5] 

s - 7 fflm<7>mytmwkMi<z £ 2>mm*m-rmx*&& 0 
^^w^mmmizteifz, s i rna-cag^^ b7>^7x^ f l^co 

£^L£|3£. b(±. f^^- (HDx^y>i^t) *^tt-e'tL3 s i 
RNAtnh7>^7x^Mf c ^ N c ^ hn-;n:^t^ 
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a. Target positions of siRNAs used 

siRNA-5 1 UTR siRNA-Exonl siRNA-CAG 



1 11 

















CAG repeats 



b. pdlEGFPNl 



fcoOHB I 



AS9 1 




Traill 



c. Construes 





Norma] 


Mutant 


With 5'-UTK 


pdlEGFF-U- 
16Q,pdlECFP- 


pdlEGFP-U- 41Q. 
pdlEGFP-U- 69Q 


Translated 
region only 


pdlKGFP-17Q 
pd!EGFP-22Q 
pdlEGFP-31Q 


pd!EGFP-49Q 
pdlEGFP-72Q 
pdlEGFP-120Q 
pdlEGFP-151Q 



[m3] 



pdlEGFP-l7Q pdlEGFP-310 pdlEGFP-72Q pdlEGFP-l20Q pd 1EGFP without HDexon I 



Untreated 
controls 

Treated by 
siRNA-HD 
ExonJ 
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[1214] 

pdlEGFP-U-!6Q pdlEGFP-U-3IQ pdlEGFP-U-41Q pdlEGFP-U-69Q 



Untreated 
controls 

Treated by 
siRNA-5'UTR 
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untreated siRNA-CAG(40nM) siRNA-CAG(80nM) siRNA-CAG(lOOnM) 
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imm] - miiRNA (d s rna) ^m^tz^y^->yymm^.i-<7y^n 

m.&Wmi&(DR-N A&mmjMzffifttj; d s RNAi IT, bp^2 1 ~2 3<D 
Zlizm^s i RNA (M-SilRNA) d & 0 
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